macrophages stably expressing backbone vector (pCX4neo) or wild-type PPE2 (pCX4neo-PPE2) or ΔNLS-PPE2 (pCX4neo-ΔNLS-PPE2) were fixed using 1% paraformaldehyde and then permeabilized with 0.2 % Triton X-100 in PBS. Cells were washed and blocked. Nuclear localization of PPE2 (green) was detected using mouse anti-PPE2 antibody plus anti-mouse antibody conjugated to FITC by confocal microscopy. Nucleus was visualized by staining with Propidium iodide (PI). Scale bar 5 µM. nucleus by utilizing the classical nuclear import machinery importin α/β. In the nucleus, PPE2 binds to the proximal GATA-1-binding element of the inos promoter that overlaps with the TATA box and directly competes with recruitment of RNA pol II transcription machinery to the promoter. This results in decreased levels of inos transcript leading to less amount of NO production.
